Resonance Raman (RR) spectra of apo-HydA1 in the as-isolated (dithionite-reduced) as well as thionine-oxidized state were recorded in order to assess contributions from the reduced and oxidized [4Fe4S] cluster, respectively (Fig. S1 ). Both spectra exhibit very similar frequencies and relative band intensities, but absolute intensities are much higher for oxidized apo-HydA1 (blue trace) than for the reduced preparation (red trace). Thus, the weak bands in the RR spectrum of the reduced sample are attributed to residual contributions of the oxidized form.
Since no additional bands can be observed, the reduced [4Fe4S] cluster has to be considered as RR-silent. This finding confirms that [4Fe4S] signals of different apo-HydA1 preparations can be entirely assigned to varying contributions of the oxidized state. state. This observation is in line with the fact that holoHydA1(pdt) is completely reduced in the as-isolated (dithionate-reduced) state, while holoHydA1(adt) exhibits a mixture of species including considerable amounts of the oxidized H ox state (see Figure 3C , right). 1, 2 Consistently, the reduction potential of the single redox transition of holo-HydA1(pdt) was reported to be higher than that of the H ox /H red couple of holo-HydA1(adt). 
